and microbiologic assay of folate derivatives of the liver were made on riboflavin-deficient rats. The results showed that, shortly after an intramuscular injection of pteroylglutamic acid, an impaired conversion of folic acid to N5 methyltetrahydrofolic acid in the liver was observed in rats with riboflavin deficiency.
In a preceding paper of ours,1 it was reported that a marked decrease of N5,10-methylenetetrahydrofolate reductase as well as a considerable decrease of N5 -methyltetrahydrofolate transferase activity in the liver was found in riboflavin -deficient rats.
In the present study, chromatographic analysis followed by microbiologic assay of folate derivatives in the liver was made on rats with or without riboflavin deficiency.
The results revealed that there was a tendency of accumulation of folate derivatives other than N5-methyltetrahydrofolic acid in the liver of riboflavin defi cient rats shortly after an intramuscular injection of folic acid.
METHODS AND MATERIALS
White male rats of the Wistar strain, weighing 35-45g, were used and divided into three groups (Groups A, B and C).
Group A consisted of 2 rats (Nos. 39 and 41). One (No. 39) was fed on a control diet of which composition was shown in Table 1 , and the other (No. 41) was fed on a riboflavin-deficient diet which was devoid of riboflavin in the control diet.
Group B consisted of 8 rats (Nos. 8, 9, 10, 11, 26, 27, 28 and 29). Four of these rats (Nos. 8, 11, 26 and 29) were fed on a folic acid deficient diet (Subgroup B-1). The remaining four (Nos. 9, 10, 27 and 28) were fed on a folic acid and riboflavin deficient diet (Subgroup B-2). Group C comprised of 8 rats (Nos. 6, 7, 12, 13, 24, 25, 30 and 31). Four of these rats (Nos. 6, 13, 24 and 31) were fed on the control diet supplemented with folic acid so that folic acid intake was 30 y per rat per day (Subgroup C-1). The remaining four (Nos. 7, 12, 25 and 30) were fed on the same diet as used in Subgroup C-1 except that riboflavin was omitted (Subgroup C-2).
The composition of the diets used for these groups was the same except that riboflavin N5-methyltetrahydrofolate and tetrahydrofolate were subjected to the chromatography in the same way as described above, and the chromatogram shown in Fig. 1 •
and tetrahydrofolate in the liver shortly after intramuscular injec tion of pteroylglutamic acid.
Figs. 4 and 5 show chromatographic patterns of folate compounds of the liver from folic acid deficient rats with (No. 9) and without riboflavin deficiency (No. 8). These figures revealed a tendency similar to that described above, an accumulation of folate at the levels of N10-formyltetrahydrofolate and tetrahydrofolate in the liver of a folic acid deficient rat superimposed with riboflavin deficiency (No. 9). Fig. 6 is a chromatogram of folate compounds of the liver from a rat fed on a control diet fortified with folic acid (No. 6), and Fig. 7 is that from a rat fed on a control diet fortified with folic acid, but devoid of riboflavin (No. 12). In Fig.  7 , in addition to an accumulation at the levels of N10-formyltetrahydrofolate and tetrahydrofolate, a peak located at tube No. 30 corresponding to pteroylglutamic acid was found.
From these findings it might be assumed that shortly after intramuscular injec tion of pteroylglutamic acid into rats, there was a tendency of accumulation of folic acid at the levels of N10-formyltetrahydrofolate, tetrahydrofolate, and/or pteroylglutamic acid in the liver of riboflavin deficient rats. • • • 
